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H A Eol PBS(phosphate buffered saline)& 7}sle] A& & AL st MEE AFHs=
WS 2~43] 7% & xRS S5 9l

(c) A7) R AEol 4~6%(v/v)e] B27, 18~22 ng/ml ¥3] AA<1A}, 8~12 ng/mle] AF obAlE o1 A},
18~22 ng/mle] % ﬂ}ﬂL,OSIZQMLJ4MC§?HL,&6@mw1ﬂﬁ%?ﬂ%ﬂ%umiﬂﬂﬂﬂi
ol &-2-(bme)©] %7}l DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12) wjX| & % 7}s}o]
37T, 5% C02 w71l A wjFst= Tl

(d) 271 (¢) @Al9 wiF & AL wjdEo] A7) (¢) @A2 DMEM/F12 ¥l E F71sla AE 5o B w7t

Al vk & Ao wjFE] wjok wiA S A7} PBS(phosphate buffered saline)E #7}38}
A=k F daddelste] A2E AHE F, 471 (o) @1 DMEM/F12 wiA1E H7bshal 3-45 o wjgshs

2

(f) A7) (e) ©AY wiFE 0.2~0.3%(w/v) EHA EDTAZ Wi, 56 (02 viF7) ol A 6~8%3F vjekale] WA

(g) 7] (f) GAe HAAEL7} AMEE vgES FUZH FEEZ %7 % PBS(phosphate buffered saline)&
A7rete] et & dA Rt AEE AlFe &, fF(dish) 2 &7 471 (¢) @A2] DMEM/F12 8ix] & X7}
star wjste] S EVIHAEE F5IE @AE XS MM wxdo {I F9 E714E(PBNMC-
derived mesenchymal stem cell, PBSC)S &g 2 wjo¥sl= WY
AT 4
AFA]
AT 5
2FA
AT 6
2AFA]
o] v
7] & & of
[0001] o2 Aol wxPol FE FIHE E7IHES e HF ol 3k Holot
By ]
[0002] Z7|ME(stem cell)= A48 2AAA & = e 357 A dA9 vEs AXES AT, S7|HE9
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[0012]
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T 7HA 542 27 Ai(self-renewal )7 3} AF=oll 9]¢k #3h5(differentiation)o]th.

T EVIAEE R, Y, S5 2 HE FolA EErtseta, o474 28E AEZE o vEstEo E
shso]l AAR 7] JAET. F4H9 E7IHE FAARE 2E EVMEE 1 o]&d oA MEE ded & A
gho] 917 wjitel] 1 o]&o] oyt & B, ANE, AgxHormREH fFH 9 SVAEE IAEFHA
WS o] & dojopdt vk, 7P HIHEAQ BHE o83 €& F Ue AEE FFAFHE S SUY &
ZIAEZO|ARE, F4 AFE vFHIE Besta %S fdste], 1oo] & Agke] Q. oo digh fitez
2 A&y FVHNEE B8] S8 22 NS o] &3 MEIFEH Fo] AFEHI o HxIAquio = A
dell A FEE & dv F9 E7IAEY F7F Uy A FEye] AAA oA katw, #Elsdrtal s=
AEZX T ALE7Fse IRbE 2o d&shA] 2 A7 dif-Eelrle] F o HAE84S =Y F v A
Heto]l g sttt

A TE AlJol= wl - A YA FEI ZI|ME7 EAGe] AAFHo|a RS wjdlHE o] &3 A
FA O AFETEEE REEe F2lo] dEste] A8 B AL ThsekAl HAvk. E=E, 2H S SRl A
= A 7MEe w32 AFAAA Ee AEEC B T dAs "WolAH ZF Qx5S #H 4
Z7|M 2o WROR ol TY Fol Wolx7] witel, AARe IFAERE AAxHA FElE F A7 HE
A 2AOZHY MEE 95 B840 vk, &wF, oA dojzl AxE Ay §ol3t &4 FrIt 7T
I AEZ] Al wjeF Al 23] & fAE Badol stk

g, S5 F55 A09084815 M= T EVIAIE wiF wiA] R o] & o] &3 T VA v
o] AAEe] 9lar, FHFEES A1613604T oAM= W23 AxF eETIAE] AEF 7w A g 2
Hio]l AAES o), B dgeael o] aldol wxPN F TP E7IAEY B 2ok Y]

ELEG RS R o G IS
g J§
ddstef= A

2 e U)o 2 87 9 EEE ASEA, B WgoAME E7MXE wde] 49
o] (contamination) &2 48 F7|M L9 Y-S FEA I

o] ¥3+% A k& PBS(phosphate buffered saline)® A% 3}o] A
|

Z5o] Bl A% gA 55 YgeAAel £
3L

f
i,
=
o2
2
o
o
oo
o
=
o2
(o
fru
o
Ak
N
N o
o
ofr
o
[
of
™
2

53], & 42 Aol xS gigor dAo] x3HA S PBSE AFE -, 5% B27, 20 ng/ml X
A Aol (epidermal growth factor), 10 ng/mle] A oFA3E A% 1=} (fibroblast growth factor), 20 ng/ml
o] AEhutol4al, 1 ng/mle] dfol=2FE|E, 5 ng/mle] A& P 100 uMe] HEPH A E & (bme)o] H7He
DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12) wx]ol|A] wjeFalo] WA x2] A

Asfstal et T EVIAERRS G = e HS FFgeEA, E s st

A2 HE 58

A7) BAE 28] $1ske, 2 e B27, %7 A AH(epidermal growth factor), A4+ oFAE A% <l
Z}(fibroblast growth factor), AElElolal, Slol=23E|E, Adwd 9 HEHAENES(bne)o] H7bE
DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12) ®jA|& faAdTo2 {3l AAo}
dx N Fao] F71Y 7] 4 E(PBMC-derived mesenchymal stem cell, PBSC) <=Fvlg wix| ZAES Al¥

(a) Aol Txd NS dEdste] Axrts Eeshs &

) #o]%¥l A Xl PBS(phosphate buffered saline)< #7}sle] B3 & AR5t AXES AFH =
S e =3 & A xuS $£H3E WA

(¢c) A7) -8 Aol 4~6%2] B27, 18~22 ng/ml E¥ A=}, 8~12 ng/mle] A olAxE A4 <A}, 18~22
ng/mle] AEmFe]Al, 0.8~1.2 ng/mlY) sl |=ZFEE, 4~6 ng/mlY] A& D 80~120 uMe] HE}H A E o)LL
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S=53 10-1878441
(bme)©] #7}% DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12) ®jX|Z X 7}3}o] w3t
= AL
7]
3}

(e) 71 (@) DA viFEol 0.2~0.3% EHAl EDTAE YiL vigste] HAAEE APEA7]= oA 2

(d) %

7] (c) 474194 o & Ao wjekEo] A7) (¢) wAS DMEM/F12 viX| & F7tsla AZ w+2to] B w7t
] vl =

(f) A7) (e) ©AY HANEI} AbEE wjUES PBS(phosphate buffered saline)® A& 3 & vt (dish)&E
A 471 (¢) A9l DMEN/F12 viA] & #H7lskal wiekste]l 571 71X F53= %7413 EE3h= Ao}

dxgd o) 5749 E7) 4 E(PBMC-derived mesenchymal stem cell, PBSC)E #u % uwjdsls= #HS AF
3=
ek, Boultg e Ay ubHel o Ee W owjdw HERIEd fF F7HE Z7]1A43E(PBMC-derived mesenchymal

stem cell, PBSC)E #|&-3ht}.

ugo] g4

Z1E ARl T A EVHMEE B3] AT <F 500mle] Ao A 50-75%S] ©@EHTFE EFete
& (fraction)olA 59wF 7] AEZZRE T S7AEE EHsisic], ol B dA9%S de = 3haL,
- H3sta 7R WHe R FEEldlor shiE MARS] AT oy, B dges B8 idE 5 4%
TE2ES ¥3tel= EIuX|(differential media)E ©]83F -, 2cc Ao} DxPNo gz RE FIHY =714
RS &g B 2 oS £ s AS Attt wEkA, B dye BEgE vud EgA 4L FU3
E71MEE o] &35t ofg] 71x] A3k X g F83HA o8 F 3

EHe 7t H

12 2 Ay s i A4 & HEAE 2289E MF, enrichmentE AX AAAAJAAIE = w4 £
st o

stem cell, PBSC) 9 FACS 5] ]‘3% UrEP‘ﬂDP.

T4 2 Rl 2Ed AEEBSCS V=] E Al E7IAES FEAQ] vlas yEkd Aelv A ¢ 5
0

A okl = Fdl T E714E, B 1AlE oot Z5

T 5v B WgoA iy wiYet Aol ExYEN fae F¢ E71AE(PBMC-derived mesenchymal stem
cell, PBSO)ZH-E Eshd AFAHE(D), ZA¥E(2) 2 ASZAX(3)E YEdY.

wouge] BAg g4ely] gske], ® uye B, Y Mou}(epidermal growth factor), A% obHIE A

& 1A (fibroblast growth factor), AElHlo]al, slol=z23E|E, Awd 2L el A Eo €& (bme)o] H7lH
DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F- 12) WAE FERAAECR 3= Ao}
dxd N Fao] F71Y 7] 4 E(PBMC-derived mesenchymal stem cell, PBSC) <=Fvlg wix| ZAES Al¥
=

2 ol d 7 de wE wjx] 2AEAA, 7] wiA = s AlIE 4~6%9] B27, 18~22 ng/ml %] 4%
¢1xF(epidermal growth factor), 8~12 ng/ml2] A o}AEZ A7 <QIAM(fibroblast growth factor), 18~22
ng/ml e AEpwtolAl, 0.8~1.2 ng/ml9] Blo]=RFE]E, 4~6 ng/mlo] A&A B 80~120 pMe] WlEPH L Eoj e
(bme)©] #7}% DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12) ®iX|d <= Qo) o]d
A=A k=T,

gk, 2 oA A= &o] "HA"E GYPAA AR o] &E= FEAEE WX DMEMT F129]
&35 (Barnes, D. et al., Anal. Biochem. 102:255(1980))%] DMEM/F12(Dulbecco's Modified Eagle Medium:
Nutrient Mixture F-12) ®x]ell 4~6%¢] B27, 18~22 ng/ml 33 A &4Ax}, 8~12 ng/mle AH olAE A%
o12}b, 18~22 ng/ml¢] AEufo]Al, 0.8~1.2 ng/mle] slo]=2FE]E, 4~6 ng/mle] U= 2 80~120 uMe] e}
WA Eo| ek (bme)o] M7l wiX =, AAo} wxgA {9 T3+ E7]ME(PBMC-derived mesenchymal stem
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[0037]

[0038]

[0039]

[0040]

[0041]

cell, PBSO)E 5uloystiz] ul$ Ehaoluh,

T, 2 FAAA Bo] "THY EVIMAE"E AAE, SAE, A=

o] 837} 753 gdE3ts(multipotency)S 71 E7|AEE 9w},
Eleb 7Kl N E2AF CD73(+), CD105(+), CD34(-), CD45(-) &

A&O{Né

(b) A7) E21¥ Al Eol PBS(phosphate buffered saline)S H7}sle] gt & QA R3] AEZ AF =
WS vk 23 & A Evke e 9,

(¢c) A7) -8k Axd 4~6%2] B27, 18~22 ng/ml ¥ AN}, 8~12 ng/mu A oA E A 2z, 18~2
ng/ml 2] AEpEte]al, 0.8~1.2 ng/mle| 3FO)|=RFE|E, 4~6 ng/mle] Q& L 80~120 uMe] WEFH ) ]E‘r%
(bme)©] 7}l DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12) wjX|E H7}sle] wjkst
= 9

() 7] (c) @A wld & D2 wjFEo] A7 (c) @A DMEM/F12 BiX & F71star ME o] 1 w7t

(e) 71 () DA wiFEol 0.2~0.3% EHAl EDTAE Yil vigste] HAAEE APEA7]= ©A; 2

(f) 2471 (e) ©AS] AAAE} AFEHE v Y%ES PBS(phosphate buffered saline)@ /‘ﬂ gk & YA (dish) =
oA A7) (¢) w2 DMEM/F12 w42 H7}sbal wjoksle] 2719 Z7 A LS 53t dA2 23st=
dxgodl fo) 57+ E7) 4 E(PBMC-derived mesenchymal stem cell, PBSC)ES #u % wjdsls= #HS AF

71 (a) @A= AEE AX Badoriy 2dsr] A G,

b) dA= Bwe R o] Bae] Aok sl WAARETE S g FBSE BT AlFste] |

237] (¢) @7 PBSCS] Aeiz wjeke] orure Aol 247]e] DMEM/F12 vj#|9} Zeo]E njebo] o] F2ah=
PBSCS] MEA 545 o & AdeHoz wgsty] 7 dAlelH,

o
ol
-
2
s
42
ol
-
rir
5
oS
w2
(ep]
rﬁ

U= PBSC Aol FFs A4 &aL,

t
o rlr
>,
g
=
kel
fr
rO
:%
2
)
o
o
fr
B
i)
k1

A7 (d) s AE &
PBSC7F & SA4E = A=

A7) (e) ©AIE 0.05% EHA EDTA @Al AAME7} AlEEH R 7o

2

AAEE AEAIZ]7] A&l 0.2~0.3%

Ir
-
oe]
w2
(@)
o|\
1>
ofi
filo
iy
i)
N
o
%t
i)
oft
>,
2
>
[z
i)
2
Ll
ol

fol T3kzajo] 753 PBSCE MHHoR

A7) 8w A PBS(phosphate buffered sallne)z A71sle] dEk & JARD S AEE ARSI

(¢) A7 33 AE 4~6%9] B27, 18~22 ng/ml T3 A4AA, 8~12 ng/ml 9] A oFAE A <A, 18~22
ng/mle AEmtol Al 0.8~1.2 ng/mlY SO |=ZFEE, 4~6 ng/mlY d&d D 80~120 Mol HEtHAE &
(bme)©e] X 7}=l DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12) viX|& H7}sle] 37T,
5% CO, Wi g7l A Fate= TA;

(d) 471 (c) @A wF 5 o
A w ks &AL

rlo
=
o2
i
=

7] (c) ©HAIS] DMEM/F12 viA| & F7}stal AXE Tgho] B w7}t

-

o] Wk T AL wjdEo] wje wix|= A3l PBS(phosphate buffered saline)S F7}s
T 128 5 A7) (¢) ©AIS] DMEM/F12 mAE #H7bstar 3~45F o wjdsie
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oA

(1) 471 (e) @A #l%E] 0.2~0.3% EHA EDTAZS 931, 5% CO, vlE7) oA 6~85-7F vjekslo] HAA

5

=
=

GAE7 AHEE HYES ZUZF FHE %7 3 PBS(phosphate buffered saline)E

A7kste]l ded & dAEgste] AxE AFg &, gHAdish)E &7 47 (¢) DA DMEM/F12 wix & 7t
Aol Iz Fof T E71AIE(PBUC-

derived mesenchymal stem cell, PBSC)E &g 2 wdsts WA 4 o), old A=A ko,

Mg vk, Bowdel d 7E oo me gy,

7] w9 /‘ﬂ;‘i_oﬂ PBS(phosphate buffered saline)= 7}ste] dES & A4EE 3 AEE AHs=
T MEES SR G,

(c) 471 33 Mz 5%9 B27, 20 ng/ml %3] AJ7FAXE, 10 ng/mle] A obAIZE A7 <1AF, 20 ng/ml 2
Aeprfol Al 1 ng/mle] Jto]=2HE|E, 5 ng/mle <ledl L 100pMe HETH A E S (bme)o] H7IE
DMEM/F12(Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12) x| & H7}&}e] 37°C, 5% CO, vl %70l
A A FslE gAl;

() 7] (c) @A g & 2 & 7] (¢) @A DMEM/F12 wjA & F7Fsta M wgo] B w7}
A vl GAl;

(e) 7] (d) ©AQ HieF & AL wjekEo wjF wjx|= A4 35laL PBS(phosphate buffered saline)Z % 7}s})
of dER F dAEest] AZE AT F, A7) (o) dAe] DEN/FI2 MixE F7hstar 3-45 o wlgshs
=

|

() 7] (e) ©A9 wlgEe] 0.25% EHAl EDTAZ 21, 5% CO, vlE7]ol A 787F wieksle] WAMNIE A
A71E Gl 3

(g) 271 (f) ©@Al9 we S mIYA BBE £7 % PBS(phosphate buffered saline)Z
A7kste] dEret & AAEst] AEE AHESE $, 60~100mm Tl (dish) = &A 471 (¢) ©Ale] DMEM/F12 sf
AZ Hrbstar wjkste] 71 E7|HNES FEFE GAE £ AAo DA fd 7MY E7)AHE

(PBMC-derived mesenchymal stem cell, PBSC)E ##] % ujdste= WA 4 o, o]d AstE A g+

ok, Eodbge Ay wbHel o] FEl 2 ouidE AlMel Zxdd fFu 3+ E7]M X (PBMC-derived
mesenchymal stem cell, PBSC)E #|-&3lc}.

Eodtgo] A fE oo wE AAJo} wxFgd fI T ZV|AMEANA, A7) B2 2 ugH FHE =714
= (D44, CD73, CD90 % (D105 F+AH FozHFE Hum= sk oo ¥W viA o] sl FAdola, (D34
T (D450 tiste] 24490 AY = Jdoit, oo AgE A gkt

o] F3l7} 7Hedt thE s (multipotency)S 7Hd E71AIEE oujdictt. Y E7)AE
glo} 7] EHQl MEFEH FA A CD73(+), CD105(+), CD34(—), (D45(-)

EZ, 2 AN Bo] "TIHY EVIAE"E ATAIE, %/‘ﬂE, A= AE, IHSAE, AGAE, ASAER
@

ofst, ¥ wme ANl s FAs ek @, s AAdE B AP dAses A9 B, 2 3y

AAd 1. Ao} DxPAA F31Y 7|4 E £

Yxgol f8 F709 7| M E(PBMC(Peripheral blood mononuclear cell)-derived mesenchymal stem cell,
PBSC)+= ZAAMEHE Y AdS Aldst Aol A2 HE A & HEA = A (LGE2998 Ho57: IRB
No: 2015-02-004-001) 2.2 H¥ HFe|stax}l shdich. wabA] o 22 Ay WHoz Fq5An).

1. 9% B3 F g MZ 152 nlS YA FHo Y 1200rpmol A 587 A4 Ealste] AZETE] A
X ®HAAel 90% FBS(fetal bovine serum)$} 10% DMSO(dimethyl sulfoxide)E &2]3}itt.
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SS90l 10-1878441

2. B 4 ol e BANE AATH FAld WAMEIE FAstEY A FBSE BT Al st WA
¥7} A= 4 ¢lar, PBSC(PBMC-derived mesenchymal stem cell)®ho] dE—”.Ziii 4% —/F AE WX FHES

AFstzl A8, Al dAEEsie AdE #EN drjm A9 A (suction)ste]  AAZ  H,
PBS(phosphate buffered saline, Z+g % wl2uls f1S)E 10ml ¥ AEAZ §r 1200rpmell A 587 YA E
gl AEE AHstsE GAS 3 WS £33

N mlo1:

3. PBSCE MElH o wjokaly] 98], MA whxule] el )3, PRSE F 2 1x10 7] oo AEZ
69 ZeolEo] 5%9] B27, 20 ng/ml ¥¥ AN, 10 ng/mll *g" oA *é%} 1Ak, 20 ng/mle] Aebalo]
A1, 1 ng/mle] Slol=2FEE, 5 ng/mle] 1Ed 2 100 uMe] WIEtH A Ed &-LE-(bme)©] 7k DMEM/F12 H}X]

=2 #H7}ste] 37°C, 5% CO, w7 oA vl %&} o).

il
mlo1:
QL'

4. 7] vk wjHol 7dell g WA E Frh= Hrbsta AlE aE)

AABIL, ol F PBSE AH F, A3E WAz wprel Felk. o)
oz Aehz AEdl FBS WA W s, B4 Ax xg 28

_IYU
f
o,
N

. =
fol
ol

W

5. AlE =7 oF 80% (MEZF Ao 80% UEE R w7t F 3~457F 22)7F HAUS o], o] WAAME
o] AAE AaA7]7] Y3 0.25% EYA EDTAS 1ml 231 37C, 5% CO, #lF7]dl A 787F Ag)sle] AEZE T
#(dish)ol A Eesld], 1-5— FUZA FHo| ¥i, 1200rpmoll A 5E3F AAEEEIF Y. Fu2, WM Ee] A
- 0.05% EfA EDTAS AU A H3l AFE3Y,

6. A Y73 EDTAS EU3 & PBS 10mlS 2o AH3Tt. o]F 60mm H=E 100mm ©3](dish)® %A A+
7] PBSC A&l4 u]FS 9% DMEM/F12 slA] & o] &3l w3l sict. o]= PBSCY F4 ¢S =871 A3 54
| @3lo] A MBZAA(subculture) O ZH FIF2lo] 753t EA4S 7HXE PRBSCE A7 Ylolt).

rO(' Elop

2

719 2L WHE Sk 29, dxdd f Sk =71 ME(PBMC-derived mesenchymal stem cell, PBSC)
TEE2 49/69 (66%) AT, FE XH-’?‘JO]O] AT 1-79 Fo @& Fo HEZo|UTt. oF Wikl o]kt MEE
6ol 21 UM AE FEo] Hole AHe of 59U Ax AeFHYen, 80% AL confluency’} B w7}
A oF 3-4F7F 2L HFJTHE 1). Alxo] RS i) Bt SolA E'”E]QL Z7IAES} T E2A =5
7S} frabeh A& Az weko]l AfrolMlE(fibroblast)el 7HATHE 1

A9 o fob 0AAE ol Hge WHE o §AAAW F/AZE RNA eelth mebA, A4obw
o] 47 WpEo® /1Ml Fel7k sbssivha BAE el

B ourgel A AL E Aol Fol AE 24 A3

w2l F4= | Total cel | A5 T2 AF| HAEE 7 o]F ZVHE F&o] Bl F / 80%
number(lOS/ml) o CONFLUENCY7} Ho] M¥ZE A F3 st

CASE-1/27% 90 1 8/28

CASE-2/38F 57 7 7/27

CASE-3/38% 14 1 X

CASE-4/32%F 85 1 5/27

CASE-5/35% 3.7 1 X

CASE-6/297F 47 1 9/31

Aol =4 =TA e AbA ALE o R

CASE-1/27F+ 1040gm IRDS 0

CASE-2/38 3300gm Enterocolitis X

CASE-3/38F 3000gm Jaundice X

CASE-4/32F 2300gm preterm X

CASE-5/35F 2600gm preterm X

CASE-6/29F 1140gm IRDS 0

2g7) Aol FaE AR JUFEE, ARE APerE AT GV dold Ui Ju F4E e

_8_



[0068]

[0069]

[0070]

[0071]

[0072]

[0073]

[0074]
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W,

AA 2. E71ME] FACS HlolE]

e F7IHNEE o ® FACS dlolElx thed 22 WHos Fasqlrt. 0.25% EHAl EDIAE o] &3t
WoFe PRSCE EElate] 4he =, AE 3x107/|8S tIAO® PBS(phosphate buffered saline) AMZ 3 (D

wAE PBS 1500l 1pt AE 8|Aste] 4TolA 1AIZE HESAIHTHCD vFAE &ol7] AlZsHAIEE FACSE Al
gat7] AR BT 2FElTe Aol ¥ AEe A3E %E). PBS(phosphate buffered saline) 2x}& A&
E

% #¥-S PBS(phosphate buffered saline) lmloll EE-&to] FACS A& HFHol &7 3 FACS @7l =43}
St

Hooubgo A Buldk PBSC MEES P2-P3 AHZo|A FACSE Aldste] EE3 AEEo] (D34} (D457}
73019031, (D44, (D73, CD90 B CD1057} 90% o] Folehs AFE dFoe=M (& 2 B &= 3) E7|AIE] A7
goll F&E3| AHEE F e S FAG. 71E AT gl (D3de BT %/‘301 A 2R Fo F7AE
o] 7|52 7HAA ¥R (% 4), Ax B 5 Fo U FVHEE 4 2 5 4B)9] BYT fAbe
AL s,

AA ] 3. Ao} BxHN F#lo] F71Y 7| M E(PBMC-derived mesenchymal stem cell, PBSC)E o]&3 A
BAE, SAX 2 dIANXEe B3

7] AAld 1] PBSC 3] HlF il A 60% ©1%e] confluence’t =W Y wiAE AAT F

free PBSE & wjAE AHF 5 AWAE &3} vix] NSC 7] ¥iA](Human) 900u6, 10X A-AA 231 7}
E-(Adipogenic differentiation supplement, Human) 100x0, 500X A|*AA 3} H7ME 2u00] 3%

A5 YolFQlrh. 2143t HstE #Esty, 3~4dol A wXE npto] FHA ag & 0.3 &Y H=
AN IAIZE Akl A AE 9H3s] AA F Ca/Mg free PBSE AlZ & Wz o %ﬂ/ﬂ% A e
S du|AoR 1% A7E & HAe] YERH AT

w3k, A7) PBSC Ea #lE wiH el A 60% ©]4+e] confluence’t HW Eu]y wlX = AAG 3, Ca/Mg free
PBSE H& wiXE AH3 & FTo} AE #3} wX| Osteo/Chondrocyte #3} 7] wjx] 900xl, = FA A&
10010, AEFoFo]lAl &9 (10mg/ml) 0.5u00] E8tw Wik WS Qo]FQul. 21Uz WaE BFen | 3-420
SR WA E Apre] F=TE. w@e MIXE AASIL Ca/Mg free PBSE AlAH g $, 3% Te} EEFLH S =/PBSE
301 AHA AT, Ca/Mg free PBSE 23] MZ3 3 2% Alizarin Red S(pH4.2)el 28 &<t A2ld F, A58
s8] AASIAL Ca/Mg free PBSE 5%-%F 33] AlFelqivt. Wik o = Ay wjyas dAv|4doz gRle A
£ = 5Bl YERNAT.

T3, A7) PBSC 2] i wixol A 80% ©]4de] confluence”} HW EE|uld wiAE AAZ F, Ca/Mg free
PBSZE W2 wiAE AlF3 F 0.25% EPA EDTAZ AEE F2stal Ca/Mg free PBSE A& 3F3t}t. 3DE AE
2 7197] glete] A7) Bl Wl wjH 200l 1}10 /04 drop RFOZ AR HjFste] RO w wHEol 24
7t o]%F Ca/Mg free PBSZ A& &R}, AF ME #3} 9]A Osteo/Chondrocyte #3} 7] aj=x] 900ul, A=
4 F7HE 1000, AERAEO]4l (10mg/ml) 0.5p00] E3E g wiAE vido] RAEA] G+ EHo]Ed Yol
I AE FojgE I mE ejdketth. 2193F wistE dEelm, 3~4de A wjAE vio] FATH
2 wjAE AAAL Ca/Mg free PBSE MAHstict., defdl A &go]=5 A|2tslo], Deparaffinization®}
Hydration& 713 2% Eo 10&7F AoJFAT. Alcian blue A1l 30&7F 94 & &fol=o] =2 A
oFo] 7]*47(]':& B 2= Eo FA5 . Dehydration A3 Clearing 8-S A Mountingdle] dn|7do =
MR FReR A4S gebdor JAE =R EgE Ho]AE (Pastry) R AdZAxE EIPeA &
Qlgt A5 = 5Co YEeERATE
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H2
PBSC#1 S
Positive >95%-+ Negative <5%+
cD44 R CD34
1 98%
A N ;} 0%
R ) k
b f ] 2
.f "._ [\
/o a
° \ o J/ \ °
10! 102 10° 10t 10? 100 10t 107
CD90 CD105 cD45
84.3% o 976% 0.6%
/K
2 2 rf A £
3 3 3
8 g / \ 8
\_ i ‘\
=) \ o °
10 10 100 10! 10? 10° 10! 10
PBSC#2 :,‘:':f,zfgiL
Positive >95%-+ Negative <5%+
CD44 CD73 A CD34
98.6% 989% \ 0%
. A l
f
8 'H 8 I\ 2
t \ 2 f I
3 lﬁ, 3 [ 3
) l v ; v
/ l\ / ‘\n
° 102 ° 100 10t 107 ° 10° 10t 107
CcD90 CD45
/\/ 97.5% i 0.1%
|
£ 8 2
3 3 3
° ° ° 10° 10! 107
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PBSC#4

Positive >95%+

[ control
|:| Positive

Negative <s5%-+

CD44 CD73 CD34
97.9% .\99,8% | 0.0%
2 /"\ | Y 2 [l
H 3 \ 3 |
o {' o [ o |
/ \ J )
° 10° 10t 107 100 10t 107 e 109 101 102
CD90 CD105 I CD45
84.7% 98.7% ) 03%
2 2 2 |
/ JI
° 10° 10t 107 ° 10° 10t 10¢ ° 10° 10t 104
[ control
PBSC#6 |:| Positive
Positive >95%+ Negative <5%+
CD44 CD73 CD34
983 % /‘gk99.s % I 02%
1 |
2 2 \ 2
A | Nk
[\ [ ©
o (-] [-] )
10° 10 107 10° 10t 107 100 10* 10?7
CD90 CD105 CD45
95.4 % 96.6 % ' 13 %
8 8 3 |
/“\ \ |
d J
© 100 101 107 ° 100 10t 107 ° 100 10t 107
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